tion concerning the site where the protein is released. For this purpose different groups applied immunolocalisation performed on infected root sections (Wang et al., 1999) , or ultrastructural immunolocalisation using electron microscopy (Davis et al., 1994) . Although these approaches certainly proved their potential, they have the disadvantage of being time consuming and expensive. In addition, they require special skills and equipment (e.g., fluorescence or electron microscope).
Our method is a fast and easy alternative which is inexpensive and non-destructive. The technique is mainly based on the fact that pharyngeal secretions form a viscous and insoluble matrix at the orifice of the head of the nematode (De Meutter et al., 2001) . This matrix can be visualised by staining with Coomassie Brilliant Blue as illustrated in Figure 1A . By applying antibodies, the presence of specific proteins trapped in the matrix can be identified. In this case study, we showed secretion of an ubiquitin extension protein by the beet cyst nematode H. schachtii (Fig. 1B) . The gene coding for this protein was identified by means of a cDNA-AFLP approach. In situ hybridisation revealed that the gene is highly expressed in the dorsal gland and that the protein itself is stored in secretory vesicles at the base of the stylet. These data, together with the fact that different computer programs predicted a signal peptide for secretion at the N-terminal end of the protein, pointed towards the secreted nature of this protein (Tytgat et al., 2004) .
To test this hypothesis, approximately 1000 freshly hatched second-stage juveniles of H. schachtii were purified and surface-sterilised with Hospital Antiseptic Concentrate (HAC; NV SSL Healthcare Belgium SA, Groot Bijgaarden, Belgium) as described by De Meutter et al. (2001) . Sterile nematodes were incubated for 20 h in a 5-methoxy-N,N-dimethyltryptamin (DMT; Goverse et al., 1994) to stimulate release of secretions. Subsequently, the incubation solution was replaced by an anti-ubiquitin antibody (Sigma-Aldrich, St Louis, LO, USA), 1 : 500 diluted in blocking buffer (1% blocking reagent (Roche Diagnostics, Mannheim, Germany) in SPW). After 4 h, the nematodes were washed three times for 30 min with SPW. Finally, the nematodes were incubated overnight in blocking buffer to which protein G-coated Dynabeads
